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Background: Neuropathological mechanisms in Alzheimer disease (AD) are partially unknown.
Results: Chronic JNK inhibition with a cell-permeable peptide (CPP) rescues memory deficits, LTP impairment, and reduces
A� oligomers in a mouse model that mimics AD.
Conclusion: JNK is crucial in AD neurodegenerative mechanisms.
Significance: CPPs offer an important tool to interfere with neurodegeneration. JNK is a promising target against AD.

Alzheimer disease (AD) is characterized by cognitive impair-
ment that starts with memory loss to end in dementia. Loss of
synapses and synaptic dysfunction are closely associated with
cognitive impairment in AD patients. Biochemical and patho-
logical evidence suggests that soluble A� oligomers correlate
with cognitive impairment. Here, we used the TgCRND8 AD
mousemodel to investigate the role of JNK in long termmemory
deficits. TgCRND8 mice were chronically treated with the cell-
penetrating c-Jun N-terminal kinase inhibitor peptide
(D-JNKI1). D-JNKI1, preventing JNK action, completely res-
cued memory impairments (behavioral studies) as well as the
long term potentiation deficits of TgCRND8 mice. Moreover,
D-JNKI1 inhibited APP phosphorylation in Thr-668 and
reduced the amyloidogenic cleavage of APP and A� oligomers
in brain parenchyma of treated mice. In conclusion, by regulat-
ing key pathogenicmechanisms of AD, JNKmight hold promise
as innovative therapeutic target.

Alzheimer disease (AD)3 is a progressive neurodegenerative
disorder that begins with episodic short termmemory deficits (1)
and culminateswith long termmemory impairment and total loss
of cognitive functions. A growing body of evidence shows that A�

peptides and their soluble intermediates A� oligomers (2), which
derive fromtheprocessingof amyloidprecursor protein (APP) are
the primary toxic agents in AD (3–6). A� oligomers induce the
synaptic failureordysfunctionof the excitatory synaptic button (3,
7, 8) associated with memory dysfunction (9, 10). Elucidating the
intracellular signaling pathway that regulates the neurodegenera-
tive stages of AD will offer the chance to interfere with these key
players and revert or at least slow down disease progress. One
pathway that may be involved in AD pathogenesis is JNK.
The JNK signaling pathway is activated in human AD brains

(11, 12) also at early disease stages (11). Furthermore, the JNK
pathway can be triggered by A� peptides (13), and it mediates
A�-induced long term potentiation (LTP) deficit in hippocam-
pal slices (14). JNK phosphorylates the APP (15–17) leading to
an increase inA� fragment levels in vitro (18) and plays a role in
Tau phosphorylation (19–21), thus linking to another impor-
tant hallmark of the disease. Finally, a recent study suggested a
critical involvement of JNK in stress-induced modulation of
memory (22). In view of the above, JNK surely represents an
intriguing cross-road in AD.
To determine the role of JNK in AD pathogenesis its specific

inhibition should be tested in an in vivomodel thatmimicsAD. In
this study, we provide a first report of chronic JNK inhibition in
TgCRND8 mice. JNK inhibition was achieved by treating
TgCRND8 mice with the cell-penetrating inhibitor peptide,
D-JNKI1 (23, 24), which, to date, represents themost specific JNK
inhibitor available.
We showed for the first time that chronic treatment with

D-JNKI1 rescues cognitive dysfunction, memory impairment,
and LTP in TgCRND8 mice. Moreover, it modulates APP pro-
cessing leading to inhibition of toxic soluble A� production
without any major side effects.

EXPERIMENTAL PROCEDURES

Experimental procedures on animals were conducted in
accordance with the European Communities Council Directive
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(86/609/EEC) and were authorized by Italian legal guidelines.
All efforts were made to minimize the number of animals used
and their suffering.
Transgenic Mice and Pharmacological Treatments—Tg-

CRND8mice (25) were housed at 23 °C room temperature with
food and water ad libitum and a 12-h light/dark cycle.
TgCRND8mice were treated chronically with D-JNKI1 (Mario
Negri Institute for Pharmacological Research) diluted in water
(22 mg/kg) or with water as vehicle starting at 4–5 months of
age.Mice received an intraperitoneal injection every 21 days for
5 months (six injections). For the acute treatment, animals
received one injection with vehicle or D-JNKI1 (11mg/kg or 22
mg/kg) and were sacrificed after 3 weeks. D-TAT (Mario Negri
Institute for Pharmacological Research) was used as control for
the electrophysiological tests.
Novel Object Recognition Test and Open Field—The effect of

D-JNKI1 treatment on memory was tested on TgCRND8 and
WTmice using the object recognition task. Animals were ran-
domized into four groups: WT vehicle, WT D-JNKI1 Tg vehi-
cle, and TgD-JNKI1 treatedmice. For the 3-day test, mice were
placed in an open-square arena with the floor divided into 25
squares by black lines. The first day (open field) animals were
placed in the empty arena for 5 min, and the number of line
crossings was recorded. The second day mice were exposed to
two identical objects. A black plastic cylinder, a glass vial, and a
metal cube were used. Exploration was recorded in a 10-min
trial. The third day, mice were replaced in the arena containing
one familiar object and a novel object, different from the famil-
iar one. Time spent exploring the two objects was recorded on
video in a 10-min trial and analyzed by an investigator blinded
to the strain and treatment. Memory was expressed as a dis-
crimination index (D.I.), i.e. (seconds on novel seconds on
familiar)/(total seconds on objects).
Eight-arm Radial Maze—Spatial working memory was

measured using an eight-arm radial maze, with each arm radi-
ating from an octagonal central arena containing 50 �l of water
at the end. Several extra maze visual cues were positioned
around the apparatus. Water deprivation started 1 week before
the task (water available for 1 h/day for the duration of the
training). One day before starting the task, a 10-min habitua-
tion trial was run. The next day, the animals were placed in the
center of the maze, and the arm-entry sequence was recorded.
The task ended once all eight arms had been visited or after a
maximum of 16 trials, whichever came first. Repeated entries
into an arm previously visited constituted an error. The num-
bers of correct entries, errors, and the latency to complete the
test were recorded manually.
Electrophysiology—Mice were decapitated, and the brain was

removed and immersed for 2–3 min in ice-cold artificial cere-
brospinal fluid (ACSF) containing the following: 126 mMNaCl,
2.5mMKCl, 1.2mMMgCl2, 1.2mMNaH2PO4, 2.4mMCaCl2, 10
mM glucose, and 25 mM NaHCO3, continuously bubbled with
95% O2 and 5% CO2, pH 7.4. The hippocampus was extracted
and cut in ice-cold ACSF with a vibratome (Pelco 1000 plus;
Redding, CA) into 400-�m thick transverse slices, which were
allowed to recover in oxygenated ACSF at 30 °C for 30min, and
then at room temperature for another 1–2 h before experimen-
tal recordings. A slice was transferred into the recording cham-

FIGURE 1. JNK activation correlates with an increase in APPThr-668 phos-
phorylation and A� oligomers in TgCRND8 mice. A, p-APP/APP levels
increased with disease progression in TgCRND8 mice as showed by the rep-
resentative Western blot and relative quantification. Data are expressed as
mean � S.E. (one-way ANOVA). *, p � 0.05; ***, p � 0.001 versus 1 month (n �
8); Dunnett’s post hoc test. B, p-JNK levels increased with disease progression
in TgCRND8 mice as showed by the representative Western blot and relative
quantification. Data are expressed as mean � S.E. (one-way ANOVA). *, p �
0.05; **, p � 0.01; ***, p � 0.001 versus 1 month (n � 8); Dunnett’s post hoc
test. C, correlation curve of p-APP and p-JNK in TgCRND8 mice at different
time points are indicated by the black circles (R2 � 0.9993; p � 0.001).
D, representative Western blot showing the formation of toxic soluble A�
forms (dimers, trimers) with increasing age in TgCRDN8 mice. Bar graphs
show densitometric analysis of Western blots. Data are expressed as mean �
S.E. (one-way ANOVA). *, p � 0.05; ***, p � 0.001 versus 1 month (n � 8);
Dunnett’s post hoc test. E, increased formation of dodecamers with increas-
ing age was detected in TgCRND8 mice by Western blotting. Bar graphs show
densitometric analysis of Western blots. Data are expressed as mean � S.E.
(one-way ANOVA). *, p � 0.05; ***, p � 0.001 versus 1 month (n � 8); Dunnett’s
post hoc test.
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ber and submerged in ACSF at a constant rate of 2.5 ml/min at
30 °C. Recording electrodes were made of borosilicate glass
capillaries (GC150F-10; Harvard Apparatus) and filled with 2 M

NaCl (resistance, 10–15 megaohms).
Under visual control, the stimulating electrode was inserted

into the Schaffer collateral fibers, and the recording electrode
was inserted into the CA1 region. Testing stimuli of 0.1 Hz, 10
�s duration, and 20–30 V amplitude evoked field EPSPs, which
were 50–70%ofmaximumslope. fEPSPswere filtered at 3KHz,

digitized at 10 KHz, and stored on a personal computer. An
Axoclamp 2B amplifier (Axon Instruments) was used for extra-
cellular recordings. After recording a stable baseline for 20min,
LTP was induced by high frequency stimulation consisting of a
1-s train at 100 Hz at a stimulus strength corresponding to 70%
of maximum response. The initial slope of the response was
used to assess changes in synaptic strength.
Sample Collection—Animals were perfused transcardially

with ice-cold PBS (Invitrogen-Invitrogen), and brains were col-

FIGURE 2. Treatment with D-JNKI1 inhibits phosphorylation of c-Jun and APP. A, representative Western blots and relative quantifications show that
increasing doses of D-JNKI1 inhibit phosphorylation of c-Jun by 35 and 50%, respectively. 22 mg/kg of D-JNKI1 inhibits phosphorylation of APP by 50%. Data
are expressed as mean � S.E. (one-way ANOVA). **, p � 0.01; ***, p � 0.001 versus vehicle (veh) (n � 6); Dunnett’s post hoc test. B, chronic treatment with
D-JNKI1 in TgCRND8 leads to a 56 and 50% decrease in phosphorylation of c-Jun in the cortex and hippocampus, respectively. Data are expressed as mean �
S.E. **, p � 0.01; ***, p � 0.001 (Tg vehicle (n � 8) versus Tg D-JNKI1 (n � 8); Student’s t test). C, Western blots and relative quantifications showing that chronic
treatment with D-JNKI1 in TgCRND8 leads to a 62 and 65% decrease in phosphorylation of c-Jun in the liver and pancreas, respectively. Data are expressed as
mean � S.E. *, p � 0.05; **, p � 0.01 (Tg vehicle (n � 8) versus Tg D-JNKI1 (n � 8); Student’s t test).
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lected and divided in the two hemispheres. Left hemispheres
were then fixed in 4% paraformaldeyde, dehydrated for 24 h in
20–30% sucrose in PBS, and frozen inN-pentane for histology;
right hemispheres were homogenized in 1% Triton X-100 lysis
buffer supplemented with proteases (1� complete protease
inhibitor cocktail, CPIC, Roche) and phosphatases (1 �M 4-ni-
trophenyl phosphate 4-NPP, Roche) inhibitors (24) and used
forWestern blot. Soluble fractions were prepared by centrifug-
ing the total homogenate at 100,000 � g for 45 min; the super-
natant was collected and used for Western blot analysis of
sAPP� and sAPP� soluble fragments. Peripheral tissues (liver
and pancreas) were additionally collected and homogenized in
the same buffer for Western blot analysis.
Western Blot—Proteins were separated by 10% SDS-poly-

acrylamide gel and transferred to a PVDF membrane. C-83/
C-99 fragments andA� species labeledwith 6E10 and 4G8were
separated by gradient NuPAGE Novex Bis-Tris Mini Gels Sys-
tem (Invitrogen-Invitrogen). All blots were normalized to�-tu-
bulin. Western blots were quantified using ImageQuant TL
software (Amersham Biosciences).

Histology—Slices of frozen tissue 30-�m-thick were cut on a
cryostat. The slices were incubated with 1% H2O2 for 5 min,
blocked for 1 h with 10% normal goat serum, and incubated
overnight with 4G8 antibody. After exposure to secondary
biotinylated goat anti-mouse antibody, ABC solution (Vector
Laboratories) was added, followed by application of 3�-3-di-
aminobenzidine (Sigma Aldrich). Images were acquired with
Analysis software (Olympus). The total plaques area per slice
was quantified using ImageJ software.
Antibodies—The following primary antibodies were used:

antibody to APP clone 22C11 (1:2000, Chemicon), p-APP
(1:500, a generous gift from Professor P. Davis, Albert Einstein
College of Medicine of Yeshiva University), p-c-Jun (1:1000,
Cell Signaling Technology), c-Jun (1:1000, Cell Signaling Tech-
nology), APP C-terminal (1:2000, Sigma Aldrich), �APPs
(6E10, 1:1000, Abcam), �APPs (1:1000, IBL-America), �-amy-
loid (6E10, 1:1000, Abcam; 4G8, 1:2000, Signet), �-tubulin
(Santa Cruz Biotechnology), and A11 antibody (1:1000, Invit-
rogen). 4G8 monoclonal antibody (1:250) was used to visualize
senile plaques on brain sections.
Side Effect Screening—The body weight of TgCRND8 and

WT mice was recorded throughout the experiment. The net
gain was calculated for eachmouse and taken as an indicator of
growth during the five months of treatment. The effects of
D-JNKI1 on food and water consumption were calculated as
the ratio of the intake in the 24 h after each D-JNKI1 treatment
to consumption in the 24 h before each treatment.
Necropsy—Vehicle and D-JNKI1 animals were sacrificed

with high CO2 concentrations and were examined for macro-
scopic lesions on the main organs. Liver, kidney, and digestive
organs were fixed in formalin for histopathological analysis.
Toxicological Analysis—Toxicological analysis was per-

formed using a Beckman Coulter AU480 analyzer (Beckman
Coulter, Krefeld,Germany). TheAU480 is an automated chem-
istry instrument for turbidimetric, spectrophotometric, and
ion-selective electrodemeasurements. Briefly, 110�l of plasma
in 1.5-ml Eppendorf tubes was used to measure sodium, potas-
sium, chloride, calcium, creatinine, urea, �-amylase, aspartate
aminotransferase, alanine aminotransferase, alkaline phospha-
tase, lactate dehydrogenase, and total bilirubine according to
the manufacturer’s protocol.
Statistical Analysis—Statistical analysis was done using Stat-

View software. Datawere calculated asmean� S.E. Differences
between groups were compared using Student’s t test or one-

FIGURE 3. Chronic treatment with D-JNKI1 does not lead to any major side
effects. A, locomotor activity in the open field test was similar for vehicle (veh)
and D-JNKI1-treated mice. p � 0.937 (Tg vehicle (n � 8) versus Tg D-JNKI1 (n �
8); Student’s t test). B and C, chronic treatment with D-JNKI1 had no effects on
food and water intake. p � 0.446 (food) (Tg vehicle (n � 8) versus Tg D-JNKI1
(n � 8); p � 0.672 (water) (Tg vehicle (n � 8) versus Tg D-JNKI1 (n � 8);
Student’s t test). Data are expressed as the ratio between food and water
consumption in the 24 h before D-JNKI1 treatment to that after each D-JNKI1
injections. D, no difference in the body weight gain in Tg mice was found
during the five months of D-JNKI1 treatment (p � 0.96 (Tg vehicle (n � 8)
versus Tg D-JNKI1 (n � 8); Student’s t test). Data are expressed as mean � S.E.

TABLE 1
Analysis of major toxicological markers in plasma demonstrates that D-JNKI1 chronic treatment does not lead to any major side effects in mice
Data are expressed as mean (S.E.) (two-way ANOVA); NS, not significant.

WT vehicle WT D-JNKI Tg vehicle Tg D-JNKI1 Two-way ANOVA

Number 6 4 6 4
Bilirubin total (�mol/liter) 0.110 (0.031) 0.143 (0.091) 0.128 (0.026) 0.065 (0.019) NS
Calcium (�mol/liter) 2.192 (0.109) 2.468 (0.107) 2.354 (0.079) 2.430 (0.099) NS
Creatinine (�mol/liter) 0.268 (0.011) 0.285 (0.009) 0.272 (0.005) 0.285 (0.017) NS
Glutamyloxaloacetic transaminase (units/liter) 187.3 (96.600) 194.4 (74.114) 111.8 (21.086) 130.6 (32.363) NS
Glutamylpyruvic transaminase (units/liter) 88.6 (53.272) 58.4 (16.703) 28.9 (7.101) 35.6 (7.454) NS
Urea (mmol/liter) 34.2 (2.873) 45.8 (2.406) 51.2 (2.160) 60.1 (6.360) NS
�-Amylase (units/liter) 2673.3 (141.270) 3134.7 (200.073) 2704.5 (170.604) 2744.8 (297.337) NS
Alkaline phosphatase (units/liter) 106.4 (15.836) 75.5 (9.805) 85.2 (12.065) 85.0 (7.524) NS
Lactate dehydrogenase (units/liter) 442.5 (165.561) 395.8 (71.976) 264.9 (34.254) 379.0 (60.603) NS
Sodium (mmol/liter) 162.4 (2.401) 156.9 (1.165) 160.0 (2.988) 164.3 (1.971) NS
Potassium (mmol/liter) 6.578 (0.218) 7.107 (0.462) 7.314 (0.460) 6.90 (0.398) NS
Chlorine (mmol/liter) 112.3 (1.192) 111.6 (4.148) 111.2 (1.623) 115.1 (0.971) NS
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way ANOVA and two-way ANOVA followed by Dunnett or
Tukey’s test. p values � 0.05 were considered significant.

RESULTS

Characterization of Model—Phosphorylation of APP at Thr-
668 in the brain of TgCRND8 mice was assessed by Western

blotting: p-APP/APP ratio increased with increasing age (Fig.
1A, p-APP/APP and its densitometry quantification). In a sim-
ilar manner, phosphorylation of JNK progressively augmented
starting from the third month of age (Fig. 1B, p-JNK/JNK ratio
with quantification) and correlated with phosphorylation of
APP (see correlation curve in Fig. 1C).

A�-soluble forms in TgCRND8 brains were assessed by
Western blotting to link A� toxic species to AD-related mem-
ory deficits that in ourmodel appear already by the thirdmonth
of age (26, 27). Toxic soluble A� forms (dimers, trimers) were
detected in TgCRND8 parenchyma with the 6E10 antibody,
which is more specific for lower A� forms (5), and the 4G8
antibody, which is more specific for higher species
(dodecamer). Monomer, dimer, and trimer A� species were
increased by the third month of age. A further increase was
observed with disease progression (4–10-month-old mice)
(Fig. 1,D and E). The A11-positive A� dodecamer (5) (referred
to as A�*56, see supplemental Fig. 1) was also present at three
months and followed the trend of the lower A� forms (Fig. 1,D
and E).
D-JNKI1 Inhibits Both c-Jun andPhosphoAPPThr-668 inDose-

dependentManner in TgCRND8Mice—The ability of D-JNKI1
to chronically inhibit phosphorylation of c-Jun and APP on
Thr-668 in vivo was assessed by Western blotting in both the
cortex and hippocampus (Fig. 2A).
Administration of increasing doses of D-JNKI1 (11 mg/kg

and 22 mg/kg) led to a dose-dependent decrease in the phos-
phorylation of c-Jun, whereas scrambled control peptide had
no effect (see previous work, Ref. 23). Differently, inhibition of
APP phosphorylation was achieved only with higher D-JNKI1
dosages.
Chronic Treatment with D-JNKI1 Inhibits p-c-Jun without

Leading to Side Effects inTgCRND8Mice—D-JNKI1 (22mg/kg)
was injected intraperitoneally every 3 weeks for a period of 5
months to chronically prevent JNK action in vivo. The effi-
ciency of D-JNKI1 treatment on the phosphorylation of c-Jun
in the brain as well as in two peripheral tissues, liver and pan-
creas, was assessed byWestern blotting. D-JNKI1 inhibited the
phosphorylation of c-Jun both in the cortex and hippocampus
by 56 and 50%, respectively (Fig. 2B). In a similarmanner, phos-

FIGURE 4. Treatment with D-JNKI1 reverses memory deficits. A, object
recognition test. WT animals treated with either vehicle (WT veh; n � 9) or
D-JNKI1 (WT DJNKI1; n � 10) had no memory impairment (D.I. � 0.42 and
0.37, respectively). Vehicle-treated Tg mice (Tg veh; n � 10) had significant
memory impairment (D.I. � 0.043) compared with WT vehicle mice. In Tg
mice (Tg DJNKI1; n � 7) D-JNKI1 fully rescued memory deficit (D.I. � 0.38)
(two-way ANOVA). *, p � 0.05 WT�vehicle versus Tg�vehicle; #, p � 0.05 Tg
vehicle versus Tg�D-JNKI1; Tukey’s post hoc test. B, eight-arm radial maze.
Unlike vehicle-treated WT mice (WT veh; n � 9), vehicle-treated Tg mice (Tg
veh; n � 10) did not improve their performance during training, as showed by
the high number of errors per day. D-JNKI1 treated mice (Tg DJNKI1; n � 7)
significantly improved their performance, overlapping that of control mice
(WT vehicle). D-JNKI1 induced no deficit in WT mice (WT DJNKI1; n � 10). Data
are expressed as mean � S.E. (two-way ANOVA). **, p � 0.01 WT�vehicle,
WT�D-JNKI1, and Tg�D-JNKI1 versus Tg vehicle (Tukey’s post hoc test).

FIGURE 5. Treatment with D-JNKI1 reverses LTP impairment. Graphs showing LTP of fEPSP slope in hippocampal slices from TgCRND8 mice. A, LTP in Tg
vehicle mice (n � 9), was smaller than that in WT vehicle mice (n � 10). LTP of Tg mice treated with D-JNKI1 (n � 13) was superimposed to that of WT vehicle
(veh) mice. D-JNKI1 did not affect LTP in WT mice (WT DJNKI1; n � 14) (two-way ANOVA). (interaction, p � 0.001, **, p � 0.01, WT�vehicle, WT�D-JNKI1, and
Tg�D-JNKI1 versus Tg vehicle; Tukey’s post hoc test). B, D-TAT alone was used as inactive control peptide and did not affect LTP of Tg mice (n � 12). fEPSP curves
of Tg mice treated with vehicle or D-TAT were superimposed. Data are expressed as mean � S.E.; n is the number of slices.
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phorylation of c-Junwas inhibited by 62% in the liver and 65% in
the pancreas (Fig. 2C), indicating that D-JNKI1 can inhibit
phosphorylation of c-Jun in the brain almost as efficiently as in
peripheral tissues.
As this is the first time that D-JNKI1 was administered

chronically, it was important to test whether chronic D-JNKI1
treatment elicited any toxic side effects. We first examined
open field activity, food andwater intake, and bodyweight of Tg
D-JNKI1 mice as indexes of their general health status (Fig. 3,
A–D). Compared with Tg vehicle mice, D-JNKI1 treatment did
not affect mice survival. Tg D-JNKI1 mice behaved normally in
the open field test (Fig. 3A) and had normal food and water
intake (Fig. 3, B and C) as well as body weight (Fig. 3D).
Amore in-depth toxicological analysis was subsequently car-

ried out. Liver, kidney, and pancreas markers as well as hemo-
lysis and ion levels were tested in whole blood from D-JNKI1
and vehicle-treated mice. No significant differences were
detected between D-JNKI1 and vehicle-treatedWT or Tgmice
in any of the parameters analyzed (Table 1), indicating lack of
toxicity by chronic D-JNKI1 treatment.
Moreover, upon necropsy, no tumors were detected in lung,

skin, or liver. Therefore, D-JNKI1 chronic treatment does not
lead to any major side effects, neither due to cell-permeable
peptides (arginine-rich peptide) nor due to partial inhibition of
JNK action.
D-JNKI1 Rescues Cognitive Deficits in TgCRND8 Mice—To

determine the importance of JNK in AD pathology, D-JNKI1
treatment was commenced at 4–5 months of age, and thus
when toxic A� forms and plaque accumulation are already
present. The ability of D-JNKI1 to rescue impaired cognitive
functions was tested by measuring memory impairment with
two behavioral tasks: novel object recognition test and radial
maze.
Hippocampal function was investigated by the novel object

recognition test, a non-invasive task that relies on the mouse
natural exploratory behavior.Open field study showed thatWT
vehicle,WTD-JNKI1, Tg vehicle, and TgD-JNKI1mice had no
deficits in habituation and locomotion in novel environments.
During the training section, themice spent the same amount of
time exploring the two objects. The following day, when a novel
object was introduced, vehicle and WT D-JNKI1 mice per-
formed well and distinguished familiar from novel objects,
whereas Tg vehiclemice had a significantly lowerD.I., confirm-
ing the impaired memory (Fig. 4A). In contrast, Tg D-JNKI1
mice spentmore time on novel objects and behaved similarly to
WTmice. Thus, D-JNKI1 rescued hippocampal function in Tg
mice.
To support this finding, we also evaluated the effect of

D-JNKI1 in the eight-arm radial maze, a selective spatial work-

ing memory task (28, 29). All four groups (WT vehicle, WT
D-JNKI1, Tg vehicle, and Tg D-JNKI1) were trained until they
met the criterion of fewer than two errors on three consecutive
days. The performance of Tg mice was below that ofWT; thus,
the cognitive deficit of Tg mice was evident. As shown in Fig.
4B, Tg vehicle mice did not improve their performance for the
whole duration of the trial, proving that Tgmice have cognitive
deficits in working memory compared with WTmice (Fig. 4B)
(30). In contrast, Tg D-JNKI1 mice presented a progressive
daily improvement in performance, indicating that they were
still able to learn. There were no differences between the vehi-
cle- treated and the D-JNKI1-treated WT animals. These
results provide evidence that JNK inhibition prevented long
termmemory impairment as well as the dysfunction of working
memory and recall in TgCRND8 mice.
D-JNKI1 Regulates Synaptic Dysfunction in TgCRND8 Mice—

To test whether D-JNKI1 is able to impact on synaptic dysfunc-
tion, we assessed hippocampal LTP, one of themain paradigms
formeasuring long lasting changes in synaptic plasticity (31), by
electrophysiological tests.
LTP produced by a conditioning protocol in the CA1 region

was tested in five groups: wild-type mice (WT vehicle), WT
mice treated with D-JNKI1 (WT D-JNKI1), TgCRDN8 mice
(Tg vehicle), TgCRND8 mice treated with D-JNKI1 (Tg
D-JNKI1), and TgCRND8 treated with an inactive control pep-
tide (TgTAT) (Fig. 5). As shown in Fig. 5A, transgenicmice had
a considerably smaller LTP than WT mice, whereas the fEPSP
of Tg D-JNKI1 mice returned to control values. The effect of
D-JNKI1 was specific since the inactive peptide (D-TAT) did
not affect LTP of Tg mice (Fig. 5B). These results demonstrate
that the specific inhibition of JNK with D-JNKI1 completely
rescues the LTP deficit in TgCRND8 and emphasizes the
importance of JNK signal transduction in regulating synaptic
plasticity during the pathological events.
JNK Regulates Pathological Form of A� in TgCRND8 Mouse

Brains—Because the accumulation of A� peptides, derived via
APP processing, is responsible formemory decline aswell as for
synaptic dysfunction (3, 7, 8, 32), we investigated the effect of
D-JNKI1 in TgCRND8 mice focusing on the processing of
APPSw/In linked to familial AD. D-JNKI1 prevented APP phos-
phorylation at Thr-668 in vivo and reduced the p-APP/APP
ratio by 50% in the cortex and the hippocampus of TgCRND8
mice as compared with vehicle-treated ones (Fig. 6A).

To further analyze the effect of D-JNKI1 on amyloidogenic
APP processing, APP cleavage was examined by assessing the
ratio of C-99 to C-83 fragments by Western blotting. As dis-
played in Fig. 5B, D-JNKI1 reduced C-99 levels and raised C-83
levels, resulting in a drop of the C-99/C-83 ratio by 70% in the
cortex and 40% in the hippocampus (Fig. 6B).

FIGURE 6. D-JNKI1� effect on APP processing. A, p-APP/APP ratio. Representative Western blot and relative quantification showed that the p-APP/total APP
ratio is reduced in the cortex and hippocampus of Tg DJNKI1 mice compared with controls. Data are expressed as mean � S.E. *, p � 0.05 (Tg vehicle (n � 8)
versus Tg D-JNKI1 (n � 8); Student’s t test). B, APP fragments Western blots and relative quantifications. The C-99/C-83 ratio was reduced by 70% in the cortex
and 40% in the hippocampus of Tg D-JNKI1 mice compared with controls. Data are expressed as mean � S.E. **, p � 0.01; ***, p � 0.001 (Tg vehicle (n � 8) versus
Tg D-JNKI1 (n � 8); Student’s t test). C, soluble �APP and �APP Western blots and relative quantifications. �APP/�APP ratio was reduced by 70% in the cortex
and 45% in the hippocampus of Tg DJNKI1 mice. Data are expressed as mean � S.E. *, p � 0.05; **, p � 0.01 (Tg vehicle (n � 8) versus Tg D-JNKI1 (n � 8); Student’s
t test). D, Western blots and relative quantifications. Formation of toxic soluble A� trimers is reduced by 78% and of dodecamers by 70% in the cortex of Tg
D-JNKI1-treated mice. Formation of toxic soluble A� trimers is reduced by 60% and of dodecamers by 60% in the hippocampus of Tg D-JNKI1 treated mice. Data
are expressed as mean � S.E. **, p � 0.01; ***, p � 0.001 (Tg vehicle (veh; n � 8) versus Tg D-JNKI1 (n � 8); Student’s t test).
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We further investigated the D-JNKI1 effect on APP cleavage
by analyzing �APP and �APP metabolites in the soluble frac-
tions. Expression of �APPs increased by 1.8-fold, whereas
�APPs decreased by 50% (data not shown) in D-JNKI1-treated
mice compared with Tg vehicle mice. The ratio between the
soluble fragmentswas reduced by 70% (Fig. 6C), consistentwith
the data on APP processing (Fig. 6B). Instead, in the hippocam-
pus, �APP fragments increased, although not significantly,

whereas�APPs decreased by 33% (data not shown). The�APP/
�APP ratio was decreased by 45% (Fig. 6C), confirming the data
with the C-terminal fragments (Fig. 6B). Thus, in vivo, D-JNKI1
prevents the amyloidogenic �APP formation and favors
�-secretase cleavage by inhibition of APP phosphorylation.

To test whether D-JNKI1 is able to decrease circulating
A�-soluble oligomers in the brain parenchyma, we performed
Western blot analysis using the antibodies 6E10 and 4G8,

FIGURE 7. D-JNKI1 treatment decreases plaques formation. Representative brain slices were stained with 4G8 to visualize A� plaques. Higher magnification
demonstrated a clear reduction in the total area of plaques. As shown in the graph at 9 –10 months of age total area of the plaques was decreased in Tg D-JNKI1
mice by 16% compared with Tg vehicle (veh). Data are expressed as mean � S.E. *, p � 0.05 (Tg vehicle (n � 8) versus Tg D-JNKI1 (n � 8); Student’s t test).
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which specifically recognize the more toxic A� trimers and
dodecamers, respectively. Both trimers and dodecamers were
reduced by 78 and 70%, respectively, in the cortex of Tg
D-JNKI1 mice (Fig. 6D). Similarly, in the hippocampus of Tg
D-JNKI1 mice, both trimers and dodecamers were reduced by
60% (Fig. 6D). Thus, in TgCRND8mice, D-JNKI1 is efficient in
shifting the APP to non-amyloidogenic processing, and it
inhibits A� oligomer formation, responsible of synaptic dys-
function and loss.
D-JNKI1 Treatment Diminishes Plaque Formation—Brains

of 9–10-month-old mice were processed to determine the
effect of the peptide on A� plaque deposition (Fig. 7). Treat-
ment with D-JNKI1 reduced plaque formation by 16% com-
pared with vehicle-treated Tg mice (Fig. 7).

DISCUSSION

TgCRND8 mice are a well characterized murine model that
mimic AD because they reproduce important features of the
disease: cognitive deficits, amyloid plaques (33), and hyper-
phosphorylation of Tau (34). We showed that phosphorylation
of APPThr-668 (16, 35–38) as well as production of A� toxic
species is augmented by the third month of age, a finding that
correlates with an increase in JNK activation. Accordingly, the
activation of JNK pathway has been reported in the Tg2576 and
Tg2576/PS1P264L preclinical models of AD (39, 40).
D-JNKI1 represents a unique tool to study the JNK signaling

pathway and to perform a chronic treatment in vivo. This pep-
tide prevents exclusively the action of JNK on its JNK binding
domain (JBD)-dependent targets, resulting in a partial inhibi-
tion of the enzyme that is nevertheless activated and thus able
to phosphorylate JBD-independent targets (41). D-JNKI1
crosses the blood-brain barrier successfully (19, 23, 42), it is
composed of D-amino acids that are not easily degraded by pro-
teases and is not immunogenic (D-amino acid form is not
recognized).
We have previously shown that a dose of 11 mg/kg is neuro-

protective against stroke (acute injury) (23). In treating
TgCRND8 mice (chronic injury), we increased the dose to 22
mg/kg, which was required to decrease the p-APP/APP ratio.
Additionally, D-JNKI1 treatment does not lead to any appar-

ent side effects. These results point to the potential use of a
peptide that prevents JNK action as a new therapeutic strategy
against AD.
Assessment of memory in TgCRND8 treated with D-JNKI1

allowed us to test the potential of JNK inhibition on the amyloid
cascade hypothesis. We used two different behavioral tests to
investigate the long-term memory (novel object recognition)
and the spatial learning memory (radial maze) deficits. These
memory impairments correlate well with memory loss in
human AD (43–45). Remarkably, D-JNKI1 treatment com-
pletely reverted memory deficits in TgCRND8 mice.
Most importantly, we showed that D-JNKI1 treatment

reverted the hippocampal synaptic dysfunction by preventing
the LTP impairment observed in TgCRND8 mice. Our data
agree with those of others showing the importance of JNK sig-
naling in LTP in aging rats as well as in models that mimic AD
pathogenesis (14, 46, 47).

Our study suggests that synaptic dysfunction and memory
rescue correlate with the decrease of the amyloidogenic cleav-
age of APP, as demonstrated by the decrease of both C-88/C-93
and �APP/�APP ratio in TgCRND8 mice. We previously
proved (18) and we confirmed here in vivo that D-JNKI1 pre-
vents APP668 phosphorylation and promotes the non amy-
loidogenic/�APP cleavage versus amyloidogenic/�APP cleav-
age. Others reported that APP phosphorylation in Thr-668 is
regulating the conformational state of APP and consequently
its intracellular homeostasis (18, 36, 48).Moreover, when phos-
phorylated, this residue favors the amyloidogenic/�APP cleav-
age (18, 37). It is possible that by preventing this phosphoryla-
tion in vivo, the APP cleavage is non-amyloidogenic/�APP
cleavage and the trimeric and dodecameric A� soluble toxic
forms are dramatically reduced (70–60%). As expected, such
decrease in the production of toxic species correlates with
recovery of synaptic functionality and memory deficits in
TgCRND8 mice (3, 7, 8).
Together, the behavioral and biochemical results lead to the

conclusion that JNK regulates loss ofmemory in amousemodel
that mimics AD. Nonetheless, the role of JNK in modulating
synaptic dysfunction will need further investigation.
Not surprisingly, the observed reduction on senile plaques, as

a result of D-JNKI1 treatment, is not as remarkable (16%) as the
treatment started when small and medium plaques (4–5
months) were already present in the brain parenchyma. Over-
all, our results in TgCRND8 mice highlight the pivotal role of
JNK in the cognitive impairment characterizing AD and set the
stage for additional research on JNK as a potential therapeutic
target for the treatment of AD.
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